ABSTRACT
INTRODUCTION
Autoimmune hepatitis (AIH) is a chronic and relapsing disease mostly affecting young women. The disease is diagnosed with elevated liver enzymes, elevated serum gamma-globulin levels, presence of autoantibodies in serum, absence of viral, metabolic, and toxic causes (including alcohol), and compatible liver histologic findings in the appropriate clinical setting. 1 Not being a common disease, it is a relentless condition and can lead to cirrhosis within months to years if not treated appropriately. 2 Mainstays of treatment are glucocorticoids with or without azathioprine. About 30% of patients treated as such either develop intolerable adverse effects or are refractory to treatment. 2 Until recently, it was believed that 10-40% of those whose disease is controlled with treatment, achieve sustained remission (remission off therapy) and in the rest the disease is kept in check, but treatment cannot be discontinued. 3 Recent evidence suggests that even a higher proportion of patients (almost all) may need long term maintenance therapy. 4 Considering the side-effects of glucocorticoids and the fact that a significant proportion of patients do not achieve remission, other therapeutic options are needed. Several alternatives have been reported in the literature including budesonide, 3 cyclosporine, [5] [6] mycophenolate mofetil, 7 and tacrolimus. 8 Except for budesonide, other agents have not been studied in randomized controlled trials (RCT) and their efficacy has been shown either in case series or anecdotal case reports. Cyclosporine, a calcineurin inhibitor in clinical use since late 70s, has been shown to be effective for induction of remission in AIH both as salvage therapy as well as in treatment naïve patients. 5, 6, [9] [10] [11] [12] [13] Besides, it has an acceptable safety profile, especially for short and medium term use. 14, 15 In this study, we aimed to assess safety and efficacy of cyclosporine-A (CsA) in direct comparison to the current standard treatment for AIH, i.e. oral prednisolone.
MATERIALS AND METHODS
Treatment naïve AIH patients, sixteen years of age and older, were eligible to be enrolled in this single center RCT if they had none of the exclusion criteria (see below). Thirty six patients needed to be enrolled in each arm of this study. AIH was diagnosed if the patient had at least 4 weeks of elevated liver enzymes, increased serum gammaglobulins, and tested positive for any of the following at a titer ≥1/40: antinuclear antibody (ANA), antismooth muscle antibody (ASMA), or anti-liver kidney microsomal antibody type-I. They were also required to test negative for hepatitis B surface antigen, immunoglobulin-M anti-hepatitis-A antibody and a third generation ELISA anti-hepatitis C antibody. Wilson's disease was assessed by checking serum ceruloplasmin and copper and in equivocal cases 24 hour urine copper. Hemochromatosis was sought by serum iron/total iron binding capacity and serum ferritin. Alpha-1 antitrypsin deficiency was checked directly. A percutaneous liver biopsy was done whenever possible either at presentation or at the first possible occasion given the patient consented for that. The biopsies were scored according to the modified hepatitis activity index.
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Patients were then labeled as having probable or definite AIH according to the simplified criteria for diagnosing AIH. 17 Patients were excluded if they were treated before, were not willing or able to participate, had decompensated cirrhosis (as manifested by presence of ascites, esophageal varices, and or hepatic encephalopathy), those with alcohol use, alcoholic liver disease and drug induced liver disease, had uncontrolled hypertension or diabetes mellitus, or concomitant neoplastic disease (as defined by harboring untreated malignancy, or treated within the previous five years). The patients were randomized according to a computer generated random table to either receive prednisolone or CsA. Allocation concealment was central, i.e. after the diagnosis of AIH was secured and the patient was considered eligible and consented to participate in the study, a central person who was not involved in any stage of patient care was contacted and after providing the patients' identity and information, she opened a sealed envelope and informed the responsible physician to which group was the patient allocated. Considering the gross changes in facies which occur with use of prednisolone, it was not possible to blind the in charge physicians regarding the study medication. The patients were then either started on prednisolone 50 mg/day (group-A) or CsA 2mg/kg body weight in two divided doses administered orally 12 hours apart (group-B). The patients were followed in two weeks and their medication adjusted according to a preset protocol (Figure1). The second follow-up was at week four and thereafter at 4-6 weeks intervals. The patients underwent a detailed interview looking for adverse events of the medications and a thorough physical examination including blood pressure measurement in the sitting position after five minutes of rest at each follow-up. The following lab data were obtained at each visit: aspartate aminotransferase (AST), alanine aminotransferase (ALT), alkaline phosphatase (ALP), total bilirubin (TB), direct bilirubin (DB), complete blood count (CBC), prothrombin time (PT) and international normalized ratio (INR), serum creatinine, triglycerides (TG), cholesterol (TC), high density lipoprotein (HDL), low density lipoprotein (LDL), and fasting blood sugar (FBS). Azathioprine at a dose of 1mg/kg was added to the regimen when prednisolone was tapered to 20mg/day or at month eight after starting CsA. Then it was pushed up to 2mg/kg by 25-50mg increments at successive visits if feasible. CsA was continued for 48 weeks and prednisolone was tapered as shown in figure-1. Worsening AST/ALT/ TB/INR, clinical deterioration (as manifested by appearance of hepatic encephalopathy or jaundice), and a decrease in AST & ALT by less than half of baseline values at week 8 (Figure1) were considered as "treatment failure". In case of treatment failure at week 8, the patient was switched to the other arm, i.e. if was receiving prednisolone he/she was switched to CsA and vice versa. Final assessment was done at week 48. "Complete response" was defined as achieving AST and ALT in the normal range and absence of any clinical signs of deterioration, and partial response was defined as a decrease in AST and ALT by less than half of their original values but not to within normal limit. Cyclosporine level was measured in some patients but The study protocol conformed to the guidelines of the 1975 Helsinki declaration for medical research involving human subjects, was approved by the institutional board review of the digestive disease research center of Tehran University of Medical Sciences (IRB-00001641) and registered at "www. clinicaltrials.gov" (NCT01170351). Categorical variables are summarized as numbers and percentages and continuous variables as means +/-standard deviations (SD) or medians and ranges where appropriate. Independent sample ttest and Fisher's exact test were used to compare means between groups; chi-square was used to compare categorical variables, and multiple logistic regression to assess predictability of response to treatment. A p-value of less than 0.05 was considered as statistically significant.
RESULTS
Thirty-nine patients have been enrolled so far (the study is still recruiting). Thirty-seven (9 males) have reached week 48, and two week 12 of the study (study flow-chart is shown in Figure 2 ). Twentyfour received prednisolone (7 males, 29.2%) and fifteen CsA (2 males, 13.3%). Table 1 shows demographic and some baseline characteristics of the patients including histologic cirrhosis, their characterization according to the simplified AIH criteria, and autoantibody profiles. There were more ANA positive patients in group-B and there was a trend for more histologic cirrhosis in this group as well (Table 1) . Baseline, week 12, and week 48 variables are shown in table-2. As shown there, mean pretreatment AST and ALT were higher in group-B than group-A (p=0.006, and 0.019 respectively). Other baseline variables were comparable between the two groups (Tables-1 & 2) . At week 12, two patients (one in each group) had declined to continue receiving care at this center ( Figure 2 (Table 3) . Two patients in group-B who had normal AST and ALT at week 12 were lost to follow up at week 48. One of them for whom week 24 data were available, had persistently normal AST and ALT at that time. Two patients in group-A and one in group-B had ALT slightly above two times UNL. One patient in group-A had received a liver transplantation at week 24 because of hepatic encephalopathy and prolongation of INR, and one died of fulminant abdominal sepsis at week 32 despite being in complete biochemical remission. One patient in this group had a relapse when the dose of prednisolone reached 10 mg per day despite being in complete remission at week 12. In group-B, one patient, a 53 years old lady, had rising bilirubin and INR with minimal change in AST/ALT levels from baseline at week 4 and was switched to prednisolone (treatment failure). Her condition deteriorated progressively and became febrile. She was listed for urgent liver transplantation, but before getting a liver allograft died of progressive hepatic encephalopathy and liver failure despite intensive supportive care. Mean serum creatinine in group-A at baseline and at week 48 were 0.81+/-0.27 mg/dl and 0.77 +/-0.15mg/dl respectively (p=0.25). In group-B, there was a rise in serum creatinine from 0.73 +/-0.21 mg/dl at baseline to 1.00+/-0.20 mg/dl at week 12 (p=0.01) but with continuing treatment it decreased to 0.86 +/-0.17 mg/dl at week 48. The final (week 48) mean serum creatinine for patients in this group was not statistically different with their baseline values (p=0.15). Baseline and post-treatment values were comparable between groups as well. Mean gamma globulin level at baseline in group A was 3.7 +/-1.5 g/dl and in group B 3.6 +/-1.6 g/ dl (p=0.86). Post-treatment mean gamma globulin levels decreased to 1.5 +/-0.6 g/dl and 2.1 +/-1.0 g/dl in groups A and B respectively (p=0.24). Sex and baseline AST, ALT, Alkaline phosphatase, TB, gamma globulin, platelet count, and liver biopsy findings (grade and stage according to the modified histologic activity index) were used in a multivariable regression model to see whether any baseline factor can predict response to treatment at week twelve. None of these baseline variables could predict response to treatment in our patients.
DISCUSSION
AIH is an important and treatable cause of liver damage in which corticosteroids are the current mainstay of therapy. The efficacy of prednisolone with or without azathioprine over placebo in improving outcomes for AIH has been shown in controlled trials. 18, 19 At least 30% of patients treated with corticosteroids either do not respond to treatment or are urged to discontinue treatment because of intolerable adverse effects. 2 Alternative treatments are not well described in the literature. A recent randomized, controlled, phase-IIb study has A titer of ≥1/40 was considered as positive, $ Stages 5 & 6 according to the modified hepatitis activity index (HAI) were considered as cirrhosis 16 , # Definite and probable AIH according to the simplified criteria for AIH compared budesonide with prednisone for induction of remission in 203 AIH patients. 3 In that particular study, response was defined as "normalization of biochemical tests and absence of steroid specific side-effects". The investigators reported a 47.0% response rate in the budesonide group and 18.4% response rate in the prednisone group (p<0.001). ALT) was reported in 60.0 vs. 38.8% of patients in the two groups respectively (p=0.001). When less than twice upper normal limit for AST and ALT were considered as response, then the two groups were almost similar (89% vs. 81%, p=NS). All patients received azathioprine. The group treated with prednisone followed two different protocols, one a rapid prednisone tapering and another slower prednisone tapering. Specific points have not been reported for the two groups separately and they have been treated as the same in the reported analysis. Therefore, we do not know whether the two prednisone protocols differed in efficacy in this study. The authors concluded that budesonide at a dose of 3mg thrice daily is effective for induction of remission in AIH with less side-effects than prednisone. Despite these results, prednisone (or prednisolone) is still considered the mainstay of treatment by most authorities. Cyclosporine has been used as salvage therapy in patients unresponsive to prednisone as well as in treatment-naïve patients. 5,9-12 Alvarez et al. tried a 7 months course of CsA for induction of remission in 32 pediatric patients with AIH, two of whom did not continue treatment (one was noncompliant, and the other developed liver failure). 13 Twenty-five of these 32 children had normal levels of transaminases at month six of treatment. In a group of 15 French pediatric patients (8 treatmentnaïve), Debray et al. reported good response to CsA. 20 The treatment naïve patients and the 5 with relapse had normal AST and ALT within 6 months of treatment with CsA. In another two non-remitting patients, addition of CsA to prednisone and azathioprine improved INR values. Our group has reported on 19 AIH patients treated with low dose CsA for 6 months, 10 of whom were treatment-naïve.
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5 Four patients did not complete the study. CsA led to both histological and biochemical improvement in all patients completing the study. There are several other anecdotal reports of using CsA successfully in AIH patients refractory to corticosteroids.
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Hereby we report the results of a single center RCT comparing prednisolone and CsA for induction of remission in AIH. At 3 months, 34.8% of the prednisolone treated group and 64.3% of the CsA treated group achieved complete response (p=0.081, ITT analysis) despite the fact that baseline transaminases were higher in the CsA-treated group. On intention to treat analysis at this time 83.3% of patients in group-A and 80.0% of patients in group-B had achieved AST & ALT levels <2x UNL. It has been suggested that achieving normal levels of ALT with treatment is more predictable of a durable response and better long term outcomes than the previously defined criterion of achieving levels <2x UNL, 1, 21 although this has been challenged recently. 4 Similar numbers of patients, i.e. almost half of patients in both groups, had achieved normal ALT levels (50.0 vs. 46.7% for groups A and B respectively, p=NS, ITT analysis) at week 48. Whether achieving this level of ALT earlier in the course of treatment may translate into better outcomes, remains to be understood. Hypertension and renal failure, the two most important adverse effects with CsA necessitating dose reduction or drug discontinuation were similar between the two groups. Serious adverse events (death due to sepsis and liver transplantation) were seen only in the prednisolone group. There was one treatment-failure in the CsA group. This patient did not respond to prednisolone either and followed a fulminant course. Frequency of other adverse effects was higher in the corticosteroid treated group. Therefore, according to our data, CsA seems to be at least as effective as prednisolone for induction of remission in treatment naïve AIH patients with a probably more favorable and more tolerable adverse event profile.
A shortcoming in our study is the relatively small number of patients. Although the number is small relative to the multicenter RCT of Manns et al. 3 comparing budesonide and corticosteroids, but is comparable to other studies assessing treatment effects in AIH. 22 Therefore, considering the relatively low incidence of AIH, this may be unavoidable in single center studies on AIH. Besides, this study is still ongoing and more patients have been enrolled since the writing of this paper. The other drawback in interpretation of our data may be the uneven drop off rates between the two groups. There was one patient who declined to follow in the prednislone-treated group (4.1%) while in the CsA group one patient declined to follow and two were lost to follow-up summing up to 20.0%. This may affect the interpretation of data in favor of CsA on the per-protocol analysis, but as the intention to treat analysis showed similar results for both groups and was in line with the per-protocol analysis, this uneven drop-off rate seems not to have affected our findings significantly. To the best of our knowledge, this is the first RCT comparing CsA and prednisolone head to head for induction of remission in AIH and one of the few RCTs on treatment of AIH. According to our data, CsA is at least as effective as prednisolone for this purpose with possible less side-effects. In addition, achieving normal ALT level earlier in the course of treatment with CsA is a new finding which remains to be verified and, if so, clarified whether it may end up in meaningfully better long term outcomes.
